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2.

Suppl enental Assay Method for Bacterial Plate Count of
Erysi pel ot hri x rhusi opat hi ae Vacci nes

| nt roducti on

1.1 Background

This is a Suppl emental Assay Method (SAM for the anal ysis
of Erysipelothrix rhusiopathiae vaccine, live culture, to
determ ne the colony-formng units (CFU) in final container
sanpl es, as prescribed in the Code of Federal Regul ations,
Title 9 (9 CFR), Part 113.67. This nmethod uses 5% bovi ne
bl ood agar and 1% peptone saline as a dil uent.

1.2 Keywords

Erysi pel ot hri x rhusi opat hi ae, potency test

Mat eri al s

2.1 Equi pnent/instrunentation
2.1.1 Vortex m xer
2.1.2 Col ony counter
2.1.3 | nocul um spreader
2.1. 4 Bunsen bur ner

2.1.5 Di sposabl e syringes and needl es--appropriate
si zes

2.1.6 Sterile disposable pipettes--appropriate sizes

2.1.7 Sterile screw capped (sc) culture tubes,
20 x 150 mm

2.1.8 Pi petting aid
2.1.9 35° + 2°C incubator

2.1.10 Biosafety cabinet
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Suppl enental Assay Method for Bacterial Plate Count of
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2.1.11 doves and colored | ab coat or frock

2.1.12 Sterile gauze pads, 4 x 4 in

2.1.13 Test tube rack

Reagent s/ suppl i es

2.2.1 1% Peptone-saline solution (Section 9.1)
Nat i onal Veterinary Services Laboratories (NVSL)
Media No. 10138

2.2.2 Blood agar with 5% bovi ne bl ood (Section 9.2)
NVSL Media No. 10006 or as stated in the Qutline of

Production (OP) fromthe biol ogics nmanufacturer

2.2.3 E. rhusiopathiae reference culture (Anerican
Type Culture Collection #19414)

2.2.4 70% et hyl al cohol
2.2.5 Sterile water in serumyvial s--vol unes determ ned

by referring to the biologics manufacturer’s OP or as
stated on the vaccine vi al

Preparation for the test

3.

1

Personnel qualifications/training

The personnel performng this test nust have experience or
training in this protocol. This includes know edge of
aseptic biological |aboratory techni ques and preparation,
proper handling, and disposal of biological agents,

reagents, tissue culture sanples, and chemcals. The
personnel rnust al so have know edge of safe operating
procedures, policies, and Quality Assurance (QA) guidelines
of the Center for Veterinary Biologics-Laboratory (CVB-L) or
equi valent, as well as training in the operation of the
necessary | aboratory equipnment listed in Section 2.1
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3.4

Suppl enental Assay Method for Bacterial Plate Count of
Erysi pel ot hri x rhusi opat hi ae Vacci nes

Preparation of equi pnent/instrunmentation

3.2.1 Turn on the biosafety cabinet 1 hr before use
and turn off after use.

3.2.2 Monitor the incubator daily for tenperature
according to the current version of [GOCSOP0001]

3.2.3 Monitor freezers and cool ers used for storing
sanples daily for tenperature according to the current

ver si on of [@OCSOPO003 ]

Preparation of reagents/control procedures

3.3.1 Warm sanples and reference culture to room
tenperature before rehydrating to the appropriate
vol ume.

3.3.2 Prepare E. rhusiopathiae reference control
sanpl es according to the current version of STRPPOOOL.

3.3.3 Negative and Positive Controls: |Incubate

2 uni nocul ated plates of 5% bovi ne bl ood agar with test
sanpl e plates as negative control plates.

E. rhusiopathiae reference culture (positive control)
is diluted the sane as the test sanples, but plated
depending on the titer found in Section 3.3.2.

3.3.4 Store plates used for making counts at
refrigerator tenperature. Place plates to be used for
counts in a 35° + 2°C incubator overnight prior to use
or dry in a biosafety cabinet before use. At the tine
of use, plates are no nore than 14 days ol d.

Preparation of the sanple

Sanpl es are E. rhusiopathiae and/ or conbi nation products
containing this fraction. They are received according to

the current version of[STSCPUUUI]
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4. Perf ormance of the test

4.1 Renove 2 vials of product to be tested and 1 vial of
E. rhusiopathiae reference control sanple fromthe freezer
or cooler storage and allow to warmto roomtenperature.

4.2 Disinfect the cap with 70% et hyl al cohol. |[If needed,
rehydrate the vials with the acconpanying diluent or sterile
water. Allow the contents of the vials to reconstitute for
at least 5 mn. Shake the vials by inversion until

t hor oughly m xed.

4.3 Prepare a tenfold dilution series of the product by
setting up a rack of 20 x 150-mm sc tubes and pipetting 9 n
of 1% peptone saline solution into each tube using a 10-ni
pi pette. Label the tubes 10! to 10* as needed.

4.4 Transfer 1 m of the first sanple from Section 4.2 into
the first tube of 1% peptone saline solution by using a

pi pette. Cap the tube and vortex. Continue the dilution
series by using a pipette to transfer a 1-m sanple of this
tube to the tube | abeled 102 Repeat this nethod using a
sterile pipette for each transfer until the required nunber
of serial tenfold dilutions, as determ ned fromthe rel ease
titer listed in the firms OP, is attained.

4.5 Repeat this dilution series with the second sanpl e.

4.6 Deposit 0.1 m of the sanple fromthe last 3 dilution
points of the dilution series for the product onto the
surface of media in Section 2.2.2 using a pipette. Label

3 plates containing the appropriate nmedia for each dilution
point wth the sanple nunber or nane, vial nunber, and
dilution. Use a sterile pipette when inocul ating plates
with the diluted sanple.

4.7 Use a sterile inoculum spreader to evenly distribute
t he inocul um over the surface of the agar nedi um

4.8 Prepare tenfold dilutions of the reference culture as
determ ned from Section 3.3.2. Prepare 3 plates of nedia as
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in Sections 4.6 and 4.7 fromeach of 3 reference control
dilutions as determ ned from Section 3.3.2. Use
2 uni nocul ated plates of nedia as negative controls.

4.9 Invert all plates and incubate at 35° + 2°C for up to
72 hr. After incubation, count plates fromeach series that
contains 30 to 300 CFU. Miltiply the CFU by the dilution
factor and determ ne the CFU per dose for the dilution
series. Determne the nean CFU per dose for the nunber of
vials tested.

nterpretation of the test results

5.1 If onthe initial test the CFU per dose is equal to or
exceeds the required mninumas witten in the firms OP,
the serial or subserial is satisfactory (SAT) for bacteri al
count without additional testing.

5.2 If onthe initial test the CFU per dose is |less than
the required mninumas witten in the firms OP, the serial
or subserial nmay be retested using 4 new vacci ne sanpl es,
provided that if the retest (RT) is not done, the serial or
subserial is unsatisfactory (UNSAT). Conpare the firms OP
method to this SAM nmet hod when retesting the 4 vials. If on
the RT, the average count of the 4 vaccine sanples with the
firms OP nethod is less than the required m nimum the
serial or subserial is UNSAT.

5.3 If onthe RT with 4 vials the average count using the
firms OP nethod is equal to or exceeds the required
m nimum the serial is SAT.

5.4 If onthe initial test the reference culture or
positive control culture is not within the titer range
determned in Section 3.3.2, but the serial being tested has
a SAT result, the serial or subserial is a no test (NT) for
bacterial count and the serial is released on the results of
the firms test. |If the reference culture is not within its
titer range and the serial being tested is below its m ninmm
release titer, the serial is retested using 2 new vaccine
sanples. If onthe initial test there is growh on the
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negative control plates, the serial or subserial is a NT for
bacterial count w thout additional testing.

6. Report of test results

6.1 Record the CFU per dose along with the final conclusion
for the product tested on the | og book record sheet and the
conput er wor ksheet after cal culating the CFU per dose and
interpreting the results. Enter the results and concl usi ons
into the conputer under the ST test code 067-PT1 as stated
in the current version of STSOP0021.

6.2 Initial and date the | og book record sheet and the
conmput er worksheet. Forward all paperwork to the CY/ ST
supervi sor or mcrobiologist to review and sign.

6.3 Validate the test results as stated in the current
version of STSOP0021 and file all paperwork appropriately.

7. Ref er ences

Code of Federal Regulations, Title 9, Part 113.67, U. S.
Government Printing Ofice, Washington, DC, 1999.

8. Summary of revisions

This docunent was rewitten to neet the current NVSL/ CVB QA

requi renents, to clarify practices currently in use in the CVB-L,
and to provide additional detail. No significant changes were
made from the previous protocol.
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9. Appendi ces
9.1 NVSL Media Fornmul ation No. 10138

Pept one solution 1% + 0.5% Nad

Bact o peptone .0g
NaCl .09
0O 1000 m

Aut ocl ave for 20 mn at 121°C.

9.2 NVSL Media Fornmul ati on No. 10006

Bl ood agar base with 5% bovi ne bl ood

Bl ood agar base (Difco) 40.0 g
H.O 950 m

Aut ocl ave for 20 mn at 121°C.

Cool to 47°C and add:
Defi bri nat ed bovi ne bl ood 50 n



